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Description 

[0001] This invention relates to the field of pharmaceutical and organic chemistry and provides novel compounds, 
and pharmaceutical compositions thereof, which are useful for enhancing the expression of insulin from mammalian 
5 pancreatic B-type islet cells and for treating maturity onset diabetes mellitus in a mammal. 

[0002] The endocrine secretions of the pancreatic islets are under complex control not only by blood-borne metab- 
olites (glucose, amino acids, catecholamines, etc.), but also by local paracrine influences. The major pancreatic islet 
hormones (glucagon, insulin and somatostatin) interact amongst their specific cell types (A, B, and D cells, respectively) 
to modulate secretory responses mediated by the aforementioned metabolites. Although insulin secretion is predom- 
10 inantly controlled by blood levels of glucose, somatostatin inhibits glucose-mediated insulin secretory responses. In 
addition to the proposed interislet paracrine regulation of insulin secretion, there is evidence to support the existence 
of insulinotropic factors in the intestine. This concept originates from the observations that glucose taken orally is a 
much more potent stimulant of insulin secretion than is a comparable amount of glucose given intravenously. 
[0003] The human hormone glucagon is a 29-amino acid peptide hormone produced in the A-ce!ls of the pancreas. 
15 The hormone belongs to a multi-gene family of structurally related peptides that include secretin, gastric inhibitory 
peptide, vasoactive intestinal peptide and glicentin. These peptides variously regulate carbohydrate metabolism, gas- 
trointestinal mobility and secretory processing. The principal recognized actions of pancreatic glucagon, however, are 
to promote hepatic glycogenolysis and glyconeogenesis, resulting in an elevation of blood sugar levels. In this regard, 
the actions of glucagon are counter regulatory to those of insulin and may contribute to the hyperglycemia that accom- 
20 panies Diabetes mellitus [(Lund, P.K., et ai, Proc. Natl. Acad. Sci U.S. A, 79:345-349 (1 982)]. 

[0004] Glucagon has been found to be capable of binding to specific receptors which lie on the surface of insulin 
producing cells. Glucagon, when bound to these receptors, stimulates the rapid synthesis of cAMP by these cells. 
cAMP, in turn, has been found to stimulate insulin expression [Korman, L.Y., et ai, Diabetes, 34:71 7-722 (1 985)]. Insulin 
acts to inhibit glucagon synthesis [Ganong, W.F., Review of Medical Physiology, Lange Publications, Los Altos, Cali- 
fs fornia, p. 273 (1979)]. Thus, the expression of glucagon is carefully regulated by insulin, and ultimately by the serum 
glucose level. 

[0005] The glucagon gene is initially translated from a 360 base pair precursor to form the polypeptide, preproglu- 
cagon [Lund, era/., Proc. Natl. Acad. Sci. U.S.A. 79:345-349 (1982)]. This polypeptide is subsequently processed to 
form proglucagon. Patzelt, C, era/., Nature, 282:260-266 (1979), demonstrated that proglucagon was subsequently 

30 cleaved into glucagon and a second polypeptide. Subsequent work by Lund, P.K., et ai., Lopez L.C., et ai, Proc. Natl. 
Acad. Sci U.S.A., 80:5485-5489 (1983), and Bell, G.I., era/., Nature 302:71 6-71 8 (1983), demonstrated that the pro- 
glucagon molecule was cleaved immediately after lysine-arginine dipeptide residues. Studies of proglucagon produced 
by channel catfish (Ictalurus punctata) indicated that glucagon from this animal was also proteolytically cleaved after 
adjacent lysine-arginine dipeptide residues [Andrews P. C, era/., J. Biol. Chem., 260:3910-3914 (1985), Lopez, L.C., 

35 era/., Proc. Natl. Acad. Sci U.S.A., 80:5485-5489 (1 983)]. Bell, G.I., et ai, supra , discovered that mammalian proglu- 
cagon was cleaved at lysine-arginine or arginine-arginine dipeptides, and demonstrated that the proglucagon molecule 
contained three discrete and highly homologous peptide molecules which were designated glucagon, glucagon-like 
peptide 1 (GLP-1) and glucagon-like peptide 2 (GLP-2). Lopez, era/., concluded that glucagon-like peptide 1 was 37 
amino acid residues long and that glucagon-like peptide 2 was 34 amino acid residues long. Analogous studies on the 

^o structure of rat preproglucagon revealed a similar pattern of proteolytic cleavage between adjacent lysine-arginine or 
arginine-arginine dipeptide residues, resulting in the formation of glucagon, GLP-1 and GLP-2 [Heinrich, G., et ai, 
Endocrinol., 115:2176-2181 (1984)]. Human, rat, bovine, and hamster sequences of GLP-1 have been found to be 
identical [Ghiglione, M., era/., Diabetologia, 27:599-600 (1984)]. 

[0006] The conclusion reached by Lopez, et ai, regarding the size of GLP-1 was confirmed by the work of Uttenthal, 
45 L.O., et ai, J. Clin. Endocrinol. Metaboi, 6^:472-479 (1 985). Uttenthal, et ai, examined the molecular forms of GLP- 
1 which were present in the human pancreas. Their research shows that GLP-1 and GLP-2 are present in the pancreas 
as 37 amino acid and 34 amino acid peptides, respectively. 

[0007] The similarity between GLP-1 and glucagon suggested to early investigators that GLP-1 might have biological 
activity. Although some investigators found that GLP-1 could induce rat brain cells to synthesize cAMP [Hoosein, N. 

50 M., et ai, Febs Lett. 178:83-86 (1 984)], other investigators failed to identify any physiological role for GLP-1 (Lopez, 
L.C., er ai). The failure to identify any physiological role for GLP-1 caused some investigators to question whether 
GLP-1 was in fact a hormone and whether the relatedness between glucagon and GLP-1 might be artifactual. 
[0008] Variants of GLP-1 (7-37) and analogs thereof, also have been disclosed. These variants and analogs include, 
for example, Gln^-GLP-I (7-37), D-Gln^-GLP-I (7-37), acetyl-Lys^-GLP-l (7-37), Thr 1 6-Lys 1 8-GLP-1 (7-37), 

55 Lys 18 -GLP-1 (7-37) and the like, and derivatives thereof including, for example, acid addition salts, carboxylate salts, 
lower alkyl esters, and amides [see , e.g., WO 91/11457]. Generally, the various disclosed forms of GLP-1 are known 
to stimulate insulin secretion (insulinotropic action) and cAMP formation [see , e g., Mojsov, S., Int. J. Peptide Protein 
Research, 40:333-343 (1 992)). 



2 



EP 0 733 644 B1 



[0009] More importantly, multiple authors have demonstrated the nexus between laboratory experimentation and 
mammalian, particularly human, insulinotropic responses to exogenous administration of GLP-1, particularly GLP-1 
(7-36)NH 2 and GLP-1 (7-37) [see, e.g., Nauck, MA, era/., Diabetologia, 36:741-744 (1993); Gutniak, M., et a/., New 
England J. of Medicine, 326(20): 131 6-1 322 (1 992); Nauck, MA, et a/., J. Clin. Invest, 91_:301 -307 (1 993); and Thorens, 

5 B., etal., Diabetes, 42:1219-1225 (1993)]. 

[0010] More particularly, the fundamental defects identified as causing hyperglycemia in maturity onset diabetes are 
impaired secretion of endogenous insulin and resistance to the effects of insulin by muscle and liver [Galloway, J.S., 
Diabetes Care, 13:1209-1 239, (1 990)]. The latter defect results in excessive production of glucose from the liver. Thus, 
whereas a normal individual releases glucose at the rate of approximately 2 mg/kg/minute, in patients with maturity 

10 onset diabetes, this amount usually exceeds 2.5 mg/kg/minute resulting in a net excess of at least 70 grams of glucose 
per 24 hours. The fact that there exists exceedingly high correlations between hepatic glucose production, the fasting 
blood glucose and overall metabolic control as indicated by glycohemoglobin measurements [Galloway, J.A., supra ; 
and Galloway, J A, et a/., Clin. Therap., 12:460-472 (1990)), it is readily apparent that control of the fasting blood 
glucose is a sine quo non for achieving overall normalization of metabolism sufficient to prevent the complication of 

is hyperglycemia. In view of the fact that present forms of insulin rarely normalize hepatic glucose production without 
producing significant hyperinsulinemia and hypoglycemia (Galloway, J A., and Galloway, J.A., era/., supra) alternative 
approaches are needed. 

[0011] Intravenous infusions of GLIP-1 (7-36)NH 2 to produce twice normal serum concentrations have been dem- 
onstrated to produce the effects indicated in the table below: 

20 





Normal Subjects 


Patients With Maturity Onset Diabetes 


Meal glycemia (1) 

Fasting glycemia (2) 

Fasting glucagon (2) 

Post-prandial glucagon (1 ) 

Endogenous insulin secretion in response to a meal 

(1) 

Free fatty acids 


Unchanged 

Unchanged 
Reduced (3) 


Reduced 
Reduced 
Reduced 
Reduced 
Increased 

Reduced (2) 



(1) Gutniak, M., etal., supra . 

(2) Nauck, M.A., etal., Diabetologia, supra . 

(3) Orskov, C, etal., Diabetes, 42:658-661, (1993). 



However, the long-term stability of GLP-1, particularly GLP-1 as a component of a pharmaceutical composition for 
administration to mammals, is questionable. In fact, when stored at the low temperature of 4°C, by-products of GLP- 
1 (7-37) have been found as early as eleven months after sample preparation (Mojsov, S., supra ). Thus, there exists 
a need for a more stable GLP-1 compound which can safely be administered to mammals in need of such treatment. 
[0012] Furthermore, the biological half-life of GLP-1 molecules, particularly those molecules which are affected by 
the activity of dipeptidyl-peptidase IV (DPP IV) is quite short. For example, the biological half-life of GLP-1 (7-37) is a 
mere 3 to 5 minutes and is further influenced by its rapid absorption following parenteral administration to a mammal. 
Thus, there also exists a need for a GLP-1 compound which delays absorption following such administration. 
[0013] Accordingly, the present invention solves the problem of serum instability and short serum half-life associated 
with native GLP-1 molecules. In addition, the compounds of the present invention also provide delayed absorption 
following parenteral administration and, consequently, should have extended biological half-lives. Also provided are 
pharmaceutical compositions of the compounds of the present invention, as well as methods for using such compounds. 
[0014] The present invention provides a complex consisting of a divalent metal cation associated with and capable 
of co-precipitating with a compound of the formula: 



Rl-X-Glu-Gly-Thr-Phe-Thr-Ser-Asp-Val-Ser-Ser-Tyx-Leu-Y- 

Gly-Gln-Ala-Ala-Lys-Z-Phe-Ile-Ala-Trp-Leu-Val-Lys-Gly- 

Arg-R2 

wherein: 

R 1 is selected from the group consisting of L-histidine, D-histidine, desamino-histidine, 2-amino-histidine, p-hy- 
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droxy-histidine, homohistidine, alpha-fluoromethyl-histidine, and alpha-methyl-histidine; 
X is selected from the group consisting of Ala, Gly, Val, Thr, He, and alpha-methyl-Ala; 
Y is selected from the group consisting of Glu, Gin, Ala, Thr, Ser, and Gly; 
Z is selected from the group consisting of Glu, Gin, Ala, Thr, Ser, and Gly; 
R 2 is selected from the group consisting of NH 2 , and Gly-OH; 



providing that the compound has an isoelectric point in the range from about 6.0 to about 9.0 and further providing that 
when is His, X is Ala, Y is Glu, and Z is Glu, R 2 must be NH 2 . 

[001 5] Also provided by the present invention is a pharmaceutical composition comprising a compound of the present 
10 invention in combination with one or more pharmaceutical^ acceptable carriers, diluents, or excipients. 

[0016] The present invention further provides a method for enhancing the expression of insulin comprising providing 
to a mammalian pancreatic B-type islet cell an effective amount of a compound of the present invention, as well as a 
method of treating maturity onset diabetes mellitus which comprises administering to a mammal in need of such treat- 
ment an effective amount of a compound of the present invention. 
is [001 7] One aspect of the present invention provides a complex consisting of a GLP-1 molecule having an isoelectric 
point in the range from about 6.0 to about 9.0, complexed with a divalent metal cation. 

[0018] As used in the present specification, the term "GLP-1 molecule" refers to naturally-occurring GLP-1 (7-36) 
NH 2 , GLP-1 (7-37), natural and unnatural functional analogs and derivatives thereof, and salts thereof. The amino acid 
sequence of GLP-1 (7-36)NH 2 is well known in the art, but is presented below as a convenience to the.reader: 

20 



His 7 -Ala-Glu-Gly 10 -Thr-Phe-Thr-Ser-Asp 15 «Val-Ser-Ser- 
Tyr-Leu 2 0-Glu-Gly-Gln'Ala-Ala25^Lys-Glu-Phe-IlerAla 30 - 
Trp-Leu-Val-Lys-Gly 35 -Arg-NH2 . 



For GLP-1 (7-37), the carboxy-terminal amide functionality of Arg 36 is displaced with Gly at the 37th position of the 

30 GLP-1 (7-36)NH 2 molecule. 

[0019] In addition, the existence and preparation of a multitude of protected, unprotected, and partially protected 
natural and unnatural functional analogs and derivatives of GLP-1 (7-36)NH 2 and GLP-1 (7-37) molecules have been 
described in the art [see , e.g., U.S. Pat. No. 5,120,712 and 5,118,666, which are herein incorporated by reference, 
and Orskov, C, era/., J. Biol. C/?em., 264(22): 12826-1 2829 (1989) and WO 91/11457 (Buckley, D.I., et aL, published 

35 August 8, 1991)]. 

[0020] As known in the art, amino acid residues may be in their protected form in which both amino and carboxy 
groups possess appropriate protecting groups, partially-protected form in which either amino or carboxy groups pos- 
sess appropriate protecting groups, or unprotected form in which neither amino nor carboxy groups possess an ap- 
propriate protecting group. Numerous reactions for the formation and removal of such protecting groups are described 
40 in a number of standard works including, for example, "Protective Groups in Organic Chemistry", Plenum Press (London 
and New York, 1 973); Green, T.H., "Protective Groups in Organic Synthesis", Wiley (New York, 1 981 ); and "The Pep- 
tides", Vol. I, Schroder and Lubke, Academic Press (London and New York, 1965). 

[0021] Representative amino protecting groups include, for example, formyl, acetyl, isopropyl, butoxycarbonyl, flu- 
orenylmethoxycarbonyl, carbobenzyloxy, and the like. 
45 [0022] Representative carboxy protecting groups include, for example, benzyl ester, methyl ester, ethyl ester, t-butyl 
ester, p-nitro phenyl ester, and the like. 

[0023] In addition to protected forms in which both amino and carboxy groups possess appropriate protecting groups, 
the term "protected" also refers to those GLP-1 molecules in which the activity of dipeptidyl-peptidase IV is resisted or 
inhibited [see , e.g., Mentlein, R., etal., Eur. J. Biochem., 214:829-835 (1993)]. In addition to GLP-1 (7-36)NH 2 , mole- 
50 cules which are protected from the activity of DPP IV are preferred, and Gly^GLP-l (7-36)NH 2 , Val 8 -GLP-1 (7-37)OH, 
<x-meth!y-Ala 8 -GLP-1 (7-36)NH 2 , and Gly^GIn 21 -GLP-1 (7-37JOH are more preferred. 

[0024] Derivatives of naturally-occurring GLP-1 molecules are those peptides which are obtained by fragmenting a 
naturally-occurring sequence, or are synthesized based upon a knowledge of the sequence of the naturally-occurring 
amino acid sequence of the genetic material (DNA or RNA) which encodes this sequence. The term "derivatives" also 
55 includes chemical modification of natural or unnatural GLP-1 molecules. Processes for preparing these derivatives are 
well known to organic and peptide chemists of ordinary skill (see , e.g., WO 91/11457, supra ). 
[0025] GLP-1 molecules of the present invention also include analogs of GLP-1 (7-36)NH 2 and GLP-1 (7-37) in which 
one or more amino acids which are not present in the original sequence are added or deleted, and derivatives thereof. 
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Specifically, His and desamino-histidine are preferred for R 1f so long as the overall isoelectric point of the molecule is 
in the range of about 6 to 9. Ala, Gly, and Val are preferred at the "X" position, so long as the overall isoelectric point 
of the molecule is in the range of about 6 to 9. Likewise, Glu, and Gin are preferred at the "Y" position, so long as the 
overall isoelectric point of the molecule is in the range of about 6 to 9. Also, Glu, and Gin are preferred at the "Z" 

s position, so long as the overall isoelectric point of the molecule is in the range of about 6 to 9. Finally, Gly-OH is preferred 
for R 2 , so long as the overall isoelectric point of the molecule is in the range of about 6 to 9. 
[0026] Furthermore, the present invention includes a salt form of a GLP-1 molecule. A GLP-1 of this invention can 
possess a sufficiently acidic, a sufficiently basic, or both functional groups, and accordingly react with any of a number 
of inorganic bases, and inorganic and organic acids, to form a salt. Acids commonly employed to form acid addition 

10 salts are inorganic acids such as hydrochloric acid, hydrobromic acid, hydroiodic acid, sulfuric acid, phosphoric acid, 
and the like, and organic acids such as g-toluenesulfonic acid, methanesulfonic acid, oxalic acid, £-bromophenyl- 
sulfonic acid, carbonic acid, succinic acid, citric acid, benzoic acid, acetic acid, and the like. Examples of such salts 
include the sulfate, pyrosuifate, bisulfate, sulfite, bisulfite, phosphate, monohydrogen phosphate, dihydrogen phos- 
phate, metaphosphate, pyrophosphate, chloride, bromide, iodide, acetate, propionate, decanoate, caprylate, acrylate, 

is formate, isobutyrate, caproate, heptanoate, propiolate, oxalate, malonate, succinate, suberate, sebacate, fumarate, 
maleate, butyne-1 ,4-dioate, hexyne-1 ,6-dioate, benzoate, chlorobenzoate, methylbenzoate, dinitrobenzoate, hydroxy- 
benzoate, methoxybenzoate, phthalate, sulfonate, xylenesulfonate, phenylacetate, phenylpropionate, phenylbutyrate, 
citrate, lactate, gamma-hydroxybutyrate, glycolate, tartrate, methanesulfonate, propanesulfonate, naphthalene-1 -sul- 
fonate, naphthalene-2-sulfonate, mandelate, and the like. Preferred acid addition salts are those formed with mineral 

20 acids such as hydrochloric acid and hydrobromic acid, and, especially, hydrochloric acid. 

[0027] Base addition salts include those derived from inorganic bases, such as ammonium or alkali or alkaline earth 
metal hydroxides, carbonates, bicarbonates, and the like. Such bases useful in preparing the salts of this invention 
thus include sodium hydroxide, potassium hydroxide, ammonium hydroxide, potassium carbonate, and the like. The 
salt forms are particularly preferred. 

25 [0028] Of course, when the compounds of this invention are used for pharmacotherapeutic purposes, those com- 
pounds may also be in the form of a salt, but the salt must be pharmaceutical ly acceptable. 

[0029] Thus, GLP-1 molecules of the present invention include inter alia, those GLP-1 molecules which functionally 
demonstrate insulinotropic activity. The term "insulinotropic activity" relates to the ability of a substance to stimulate, 
or cause the stimulation of, the synthesis or expression of the hormone insulin. 
30 [0030] The insulinotropic property of a compound may be determined by providing that compound to animal cells, 
or injecting that compound into animals and monitoring the release of immunoreactive insulin (IRI) into the media or 
circulatory system of the animal, respectively. The presence of IRI is detected through the use of a radioimmunoassay 
which can specifically detect insulin. 

[0031] Although any radioimmunoassay capable of detecting the presence of IRI may be employed, it is preferable 
35 to use a modification of the assay method of Albano, J.D.M., et ai, Acta Endocrinol., 70:487-509 (1 972). In this mod- 
ification, a phosphate/albumin buffer with a pH of 7.4 is employed. The incubation is prepared with the consecutive 
addition of 500 uJ of phosphate buffer, 50 u.1 of perfusate sample or rat insulin standard in perfusate, 100 u.l of anti- 
insulin antiserum (Wellcome Laboratories; 1:40,000 dilution), and 100 \l\ of [ 125 l) insulin, giving a total volume of 750 
uJ in a 1 0x75 mm disposable glass tube. After incubation for 2-3 days at 4° C, free insulin is separated from antibody- 
^0 bound insulin by charcoal separation. The assay sensitivity is 1-2 uU/mL In order to measure the release of IRI into 
the cell culture medium of cells grown in tissue culture, one preferably incorporates radioactive label into proinsulin. 
Although any radioactive label capable of labelling a polypeptide can be used, it is preferable to use 3 H leucine in order 
to obtain labelled proinsulin. Labelling can be done for any period of time sufficient to permit the formation of a detectably 
labelled pool of proinsulin molecules; however, it is preferable to incubate cells in the presence of radioactive label for 
45 a 60 minute time period. 

[0032] Although many cell lines capable of expressing insulin can be used for determining whether a compound has 
an insulinotropic effect, it is preferable to use rat insulinoma cells, and especially RIN-38 rat insulinoma cells. Such 
cells can be grown in any suitable medium; however, it is preferable to use DME medium containing 0.1% BSA and 
25 mM glucose. 

50 [0033] The insulinotropic property of a compound may also be determined by pancreatic infusion. The in situ isolated 
perfused rat pancreas preparation is a modification of the method of Penhos, J.C., era/., Diabetes, t8: 733-738 (1969). 
Fasted male Charles River strain albino rats, weighing 350-600 g, are anesthetized with an intraperitoneal injection of 
Amytal Sodium (Eli Lilly and Co.: 160 ng/kg). Renal, adrenal, gastric, and lower colonic blood vessels are ligated. The 
entire intestine is resected except for about four cm of duodenum and the descending colon and rectum. Therefore, 

55 only a small part of the intestine is perfused, minimizing possible interference by enteric substances with glucagon- 
like immunoreactivity. The perfusate is a modified Krebs-Ringer bicarbonate buffer with 4% dextran T70 and 0.2% 
bovine serum albumin (fraction V), and is bubbled with 95% 0 2 and 5% C0 2 . A nonpulsatile flow, 4-channel roller 
bearing pump (Buchler polystatic, Buchler Instruments Division, Nuclear-Chicago Corp.) is used, and a switch from 
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one perfusate source to another is accomplished by switching a 3-way stopcock. The manner in which perfusion is 
performed, monitored, and analyzed follow the method of Weir, G.C., et a/., J. din. Inestigat 54:1403-1412 (1974), 
which is hereby incorporated by reference. 

[0034] The GLP-1 molecules of the present invention are required to possess a histidine functionality at the amino 
s terminus. GLP-1 molecules of the present invention may also possess a modified histidine functionality in lieu of the 
required histidine functionality. 

[0035] The term "modified histidine" refers to a histidine functionality which has been chemically or biologically altered 
or an altered histidine functionality which has been synthesized de novo , but which retains its metal binding properties. 
[0036] Numerous such modified histidine functionalities and their preparation are known in the art and include, for 
10 example, D-histidine (WO 91/11457), desamino-histidine (WO 92/18531), 2-amino-histidine [Levine-Pinto, H., et a/., 
Biochem. Biophys. Res. Commun., 103(4):1 1 21 -1 1 30 (1 981 )], P-hydroxy-L-histidine [Owa, T, et a/., Chemistry Letters, 
pp. 1 873-1 874 (1 988)], L-homohistidine [Altman, J., et al. t Synthetic Commun., 19(1 1 &1 2):2069-2076 (1 989)], a-fluor- 
omethyl-histidine (U.S. Pat. NO. 4,347,374), and ct-methylhistidine [O'Donnell, M.J., Synthetic Commun., 19(7&8): 
1157-1165 (1989)]. 

is [0037] The GLP-1 molecules of the present invention further are required to have an isoelectric point in the range 
from about 6.0 to about 9.0. Numerous GLP-1 molecules having an isoelectric point in this range have been disclosed 
and include, for example: 

20 GLP-1 (7-36)NH2 



Gly*-GLP-1 (7-36) NH2 



Gln*-GLP-1 (7-37) 



D-Gln*-GLP-1 (7-37) 



acetyl-Lys 9 -GLP-l (7-37) 



Thr 9 -GLP-1 (7-37) 
D-Thr 9 -GLP-1 (7-37) 
Asn 9 -GIiP-l (7-37) 



D-Asn 9 ^GLP-l (7-37) 



Ser22- A rg23-Arg 2 4-Gln26-GLP-1 (7-37) 
Thr"-Lys 18 -GI,P-l (7-37) 



Lys 18 -GLP-1 (7-37) 
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Arg 23 -GLP-1 (7-37) 

5 Arg24-GLP-1 (7-37) , 

and the like (see , e.g., WO 91/11457, supra) . In addition, GLP-1 molecules of the present invention, when possessing 
each of the above-referenced modified histidine functionalities in lieu of the histidine functionality, have isoelectric 
points which fall within the above-defined range. Methods for calculating or experimentally determining the isoelectric 
10 point of other GLP-1 molecules are known to one of ordinary skill in the art. 

[0038] Methods for preparing the GLP-1 molecules of the present invention also are well known to an ordinarily 
skilled peptide chemist. 

[0039] In one method, GLP-1 molecules are prepared by the well-known solid phase peptide synthetic schemes 
described by Merrifield, J.M., Chem. Soc., 85:2149 (1962), and Stewart and Young, Solid Phase Peptide Synthesis, 

15 pp. 24-66, Freeman (San Francisco, 1 969). However, it also is possible to obtain fragments of the proglucagon polypep- 
tide or of GLP-1 (1-37) by fragmenting the naturally-occurring amino acid sequence using, for example, a proteolytic 
enzyme. Further, it is possible to obtain the desired fragments of the proglucagon peptide or of GLP-1 (1-37) through 
the use of recombinant DNA technology as disclosed by Maniatis, T., et al., Molecular Biology: A Laboratory Manual, 
CSH (Cold Spring Harbor, 1982). 

20 [0040] Likewise, the state of the art in molecular biology provides the ordinarily skilled artisan another means by 
which compounds of the present invention can be obtained. Although it may be produced by solid phase peptide 
synthesis or recombinant methods, recombinant methods may be preferable because higher yields are possible. The 
basic steps in recombinant production are: 

25 a) isolating a natural DNA sequence encoding a GLP-1 molecule or constructing a synthetic or semi-synthetic 

DNA coding sequence for a GLP-1 molecule, 

b) placing the coding sequence into an expression vector in a manner suitable for expressing proteins either alone 
or as a fusion proteins, 

30 

c) transforming an appropriate eukaryotic or prokaryotic host cell with the expression vector, 

d) culturing the transformed host cell under conditions that will permit expression of a GLP-1 molecule, and 

35 e) recovering and purifying the recombinantly produced GLP-1 molecule. 

[0041 ] As previously stated, the coding sequences may be wholly synthetic or the result of modifications to the larger, 
native glucagon-encoding DNA. A DNA sequence that encodes preproglucagon is presented in Lund, et al., Proc. Natl. 
Acad. Sci. U.S.A. 79:345-349 (1982) and may be used as starting material in the semisynthetic production of the 

40 compounds of the present invention by altering the native sequence to achieve the desired results. 

[0042] Synthetic genes, the in vitro or in vivo transcription and translation of which results in the production of a GLP- 
1 molecule, may be constructed by techniques well known in the art. Owing to the natural degeneracy of the genetic 
code, the skilled artisan will recognize that a sizable yet definite number of DNA sequences may be constructed, all 
of which encode GLP-1 molecules. 

45 [0043] The methodology of synthetic gene construction is well known in the art. See Brown, et al. (1 979) Methods 
in Enzymology, Academic Press, N.Y, Vol. 68, pgs. 109-151. DNA sequences that encode a GLP-1 molecule can be 
designed based on the amino acid sequences herein disclosed. Once designed, the sequence itself may be generated 
using conventional DNA synthesizing apparatus such as the Model 380A or 380B DNA synthesizers (PE-Applied Bi- 
osystems, Inc., 850 Lincoln Center Drive, Foster City, CA 94404). 

so [0044] To effect expression of a GLP-1 molecule, one inserts the engineered synthetic DNA sequence in any one of 
many appropriate recombinant DNA expression vectors through the use of appropriate restriction endonucleases. See 
generally Maniatis et al. (1989) Molecular Cloning; A Laboratory Manual, Cold Springs Harbor Laboratory Press, N. 
Y, Vol. 1-3. Restriction endonuclease cleavage sites are engineered into either end of the GLP-1 molecule-encoding 
DNA to facilitate isolation from, and integration into, known amplification and expression vectors. The particular endo- 

55 nucleases employed will be dictated by the restriction endonuclease cleavage pattern of the parent expression vector 
to be employed. The choice of restriction sites are chosen so as to properly orient the coding sequence with control 
sequences to achieve proper in-frame reading and expression of the protein of interest. The coding sequence must 
be positioned so as to be in proper reading frame with the promoter and ribosome binding site of the expression vector, 
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both of which are functional in the host cell in which the protein is to be expressed. 

[0045] To achieve efficient transcription of the synthetic gene, it must be operably associated with a promoter-operator 
region. Therefore, the promoter-operator region of the synthetic gene is placed in the same sequential orientation with 
respect to the ATG start codon of the synthetic gene. 

5 [0046] A variety of expression vectors useful for transforming prokaryotic and eukaryotic cells are well known in the 
art. See The Promega Biological Research Products Catalogue (1992) (Promega Corp., 2800 Woods Hollow Road, 
Madison, Wl, 53711-5399); and The Stratagene Cloning Systems Catalogue (1992) (Stratagene Corp., 11011 North 
Torrey Pines Road, La Jolla, CA, 92037). Also, U.S. Patent No. 4,710,473 describes circular DNA plasmid transfor- 
mation vectors useful for expression of exogenous genes in E. coliaX high levels. These plasmids are useful as trans- 

io formation vectors in recombinant DNA procedures and 

(a) confer on the plasmid the capacity for autonomous replication in a host cell; 

(b) control autonomous plasmid replication in relation to the temperature at which host cell cultures are maintained; 

15 

(c) stabilize maintenance of the plasmid in host cell populations; 

(d) direct synthesis of a protein prod, indicative of plasmid maintenance in a host cell population; 
20 (e) provide in series restriction endonuclease recognition sites unique to the plasmid; and 

(f) terminate mRN A transcription. 

These circular DNA plasmids are useful as vectors in recombinant DNA procedures for securing high levels of expres- 

25 sion of exogenous genes. 

[0047] Having constructed an expression vector for a GLP-1 molecule, the next step is to place the vector into a 
suitable cell and thereby construct a recombinant host cell useful for expressing the polypeptide. Techniques for trans- 
forming cells with recombinant DNA vectors are well known in the art and may be found in such general references 
as Maniatis, et al. supra. Host cells made be constructed from either eukaryotic or prokaryotic cells. 

30 [0048] Prokaryotic host cells generally produce the protein at higher rates and are easier to culture. Proteins which 
are expressed in high-level bacterial expression systems characteristically aggregate in granules or inclusion bodies 
which contain high levels of the overexpressed protein. Such protein aggregates typically must be solubilized, dena- 
tured and refolded using techniques well known in the art. See Kreuger, et al. (1990) in Protein Folding, Gierasch and 
King, eds., pgs 1 36-242, American Association for the Advancement of Science Publication No. 89-1 8S, Washington, 

35 D.C.; and U.S. Patent No. 4,923,967. 

[0049] Once the desired GLP-1 molecule is prepared, providing it has an isoelectric point in the range from about 
6.0 to about 9.0, complexes of the present invention are prepared by complexing a desired GLP-1 molecule with a 
divalent metal cation via well known methods in the art. Such metal cations include, for example, Zn ++ , Mn ++ , Fe ++ , 
Co + +, Cd ++ , Ni ++ , and the like. Of the metal cations, Zn ++ is preferred. 

40 [0050] Generally, a desired GLP-1 molecule, having the required isoelectric point, is combined with a mixture of an 
appropriate buffer and an appropriate form of a metal cation. 

[0051] Appropriate buffers are those which will maintain the mixture at a pH range from about 6.0 to about 9.0, but 
which will not interfere with the reaction. Preferred buffers include Goode's buffers, particularly HEPES, and Tris and 
Tris acetate. 

45 [0052] Appropriate forms of metal cations are any form of a divalent metal cation which is available to form a complex 
with a GLP-1 molecule of the present invention. Preferably, a divalent metal cationic salt such as zinc chloride is 
provided in excess to provide a molar ratio of up to about 50 molecules of a divalent metal cation for each molecule 
of GLP-1 substrate. 

[0053] The temperature employed in this step is that which is sufficient to effect completion of the reaction. Typically, 
so the reaction is run at ambient temperature. 

[0054] The product of the present reaction, a crystalline or amorphous suspension, is isolated and purified using 
standard techniques. 

[0055] The present invention also provides pharmaceutical compositions comprising a compound of the present 
invention in combination with a pharmaceutical ly acceptable carrier, diluent, or excipient. Such pharmaceutical com- 
55 positions are prepared in a manner well known in the pharmaceutical art, and are administered individually or in com- 
bination with other therapeutic agents, preferably via parenteral routes. Especially preferred routes include intramus- 
cular and subcutaneous administration. 

[0056] Parenteral daily dosages, preferably a single, daily dose, are in the range from about 1 pg/kg to about 1 ,000 
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u.g/kg of body weight, although lower or higher dosages may be administered. The required dosage will depend upon 
the severity of the condition of the patient and upon such criteria as the patient's height, weight, sex, age, and medical 
history. 

[0057] In making the compositions of the present invention, the active ingredient, which comprises at least one com- 
s pound of the present invention, is usually mixed with an excipient or diluted by an excipient. When an excipient is used 
as a diluent, it may be a solid, semi-solid, or liquid material which acts as a vehicle, carrier, or medium for the active 
ingredient. 

[0058] In preparing a formulation, it may be necessary to mill the active compound to provide the appropriate particle 
size prior to combining with the other ingredients. If the active compound is substantially insoluble, it ordinarily is milled 

10 to particle size of less than about 200 mesh. If the active compound is substantially water soluble, the particle size is 
normally adjusted by milling to provide a substantially uniform distribution in the formulation, e.g., about 40 mesh. 
[0059] Some examples of suitable excipients include lactose, dextrose, sucrose, trehalose, sorbitol, and mannitol. 
The compositions of the invention can be formulated so as to provide quick, sustained or delayed release of the active 
ingredient after administration to the patient by employing procedures well known in the art. 

15 [0060] The compositions are preferably formulated in a unit dosage form with each dosage normally containing from 
about 50 ug to about 100 mg, more usually from about 1 mg to about 10 mg of the active ingredient. The term "unit 
dosage form" refers to physically discrete units suitable as unitary dosages for human subjects and other mammals, 
each unit containing a predetermined quantity of active material calculated to produce the desired therapeutic effect 
in association with a suitable pharmaceutical excipient. 

20 [0061] For the purpose of parenteral administration, compositions containing a compound of the present invention 
preferably are combined with distilled water rand the pH is adjusted to about 6.0 to about 9.0. 
[0062] Additional pharmaceutical methods may be employed to control the duration of action. Controlled release 
preparations may be achieved by the use of polymers to complex or absorb a compound of the present invention. The 
controlled delivery may be exercised by selecting appropriate macromolecules (for example, polyesters, polyamino 

25 acids, polyvinylpyrrolidone, ethylenevinyl acetate, methylcellulose, carboxymethylcellulose, and protamine sulfate) and 
the concentration of macromolecules as well as the methods of incorporation in order to control release. 
[0063] Another possible method to control the duration of action by controlled release preparations is to incorporate 
a compound of the present invention into particles of a polymeric material such as polyesters, polyamino acids, hydro- 
gels, poly (lactic acid) or ethylene vinylacetate copolymers. 

30 [0064] Alternatively, instead of incorporating a compound into these polymeric particles, it is possible to entrap a 
compound of the present invention in microcapsules prepared, for example, by coacervation techniques or by interfacial 
polymerization, for example, hydroxymethylcellulose or gelatin -microcapsules, respectively, or in colloidal drug delivery 
systems, for example, liposomes, albumin microspheres, microemulsions, nanoparticles, and nanocapsules, or in mac- 
roemulsions. Such teachings are disclosed in Remington's Pharmaceutical Sciences (1 980). 

35 [0065] The compounds of the present invention have insulinotropic activity. Thus, another aspect of the present 
invention provides a method for enhancing the expression of insulin comprising providing to a mammalian pancreatic 
B-type islet cell an effective amount of a compound of the present invention. 

[0066] Similarly, the present invention provides a method for treating maturity onset diabetes mellitus in a mammal, 
preferably a human, in need of such treatment comprising administering an effective amount of a compound or com- 
40 position of the present invention, to such a mammal. 

[0067] The following examples are provided to further illustrate the present invention. It is not intended that the 
invention be limited in scope by reason of any of the following examples. 

Example 1 

45 

[0068] Individual aliquots of 5 different GLP-1 molecules were prepared by well-known, solid phase peptide synthesis 
and were lyophilized in small vials. Portions of 0.1 M HEPES (N-^-hydroxyethyllpiperazine-N'-^-ethanesulfonic acid]) 
buffers at pH 7.4 containing various levels of zinc chloride were added to the aliquots to obtain a protein concentration 
of about 0.1 mg/mL. The samples were mixed and stored at ambient temperature (22° C) for about 18 hours. The 
so mixtures were then centrifuged (Fisher Model 235C micro-centrifuge) for 5 minutes. The clear supernatants were pi- 
petted from the tubes. The protein content of the supernatants was estimated by measuring their absorbance at 280 
nm in a spectrophotometer (Gilford 260). The theoretical absorbance value for a 0.1 mg/mL solution of the GLP-1 
molecules at this wavelength in the 1 cm cuvettes is 0.207. The results of this experiment are shown in Table 1 . 

55 
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Table 1 



10 



Zn/GLP-1 
Molecule 


280 nm Absorbance 


Molar Ratio 


GLP-1 

(7-36)NH 2 


Glye-GLP-1 
(7-36)NH 2 


Val 8 -GLP-1 (7-37) 
OH 


a-methly- 
Ala8-GLP-1 
(7-36)NH 2 


Gly8-Gln 21 GLP-1 
(7-37)OH 


0 


0.172 


0.136 


0.187 


0.163 


0.167 


0.3 


0.099 


0.079 


0.191 


0.134 


0.113 


0.5 


0.057 


0.070 


0.184 


0.098 


0.082 


0.7 


0.035 


0.058 


0.180 


0.079 


0.069 


1.0 


0.039 


0.057 


0.173 


0.076 


0.065 


3.0 


0.048 


0.044 


0.110 


0.055 


0.055 



[0069] This example shows that only a small quantity of zinc is required to complex with and precipitate a significant 
portion of the GLP-1 molecules from these dilute solutions. 



20 Example 2 

[0070] 5 mg of GLP-1 (7-36)NH 2 was completely dissolved in 2.5 mL of pH 7.4, zinc-free 0.1 M HEPES buffer. An 
additional 2.5 mL of pH 7.4, 0.1 M HEPES buffer containing 0.6 mM zinc chloride was quickly added. The approximate 
molar ratio of zinc to GLP-1 (7-36)NH 2 in this sample is 1 to 1 . The solution immediately became cloudy and precipitation 
25 soon formed. The mixture was stored at ambient temperature (22° C) for 18 hours. 

[0071] The precipitate became firmly attached to the bottom of the glass vial. The supernatant was completely de- 
canted by pipette. The precipitate was then completely dissolved in 5.0 mL of 0.01 N hydrochloric acid. The absorbance 
at 280 nm was determined for both the supernatant and redissolved precipitate solutions. The zinc levels in these 
solutions were quantitated by atomic absorption spectrophotometry. The results of this experiment are shown in Table 2. 

30 

Table 2 



35 





280 nm Absorbance 


Zinc Concentration in Parts per Million 


Supernatant (5 ml) 
Redissolved Precipitate (5 ml) 


0.118 
1.932 


9.02 
13.3 



[0072] This example shows that most of the GLP-1 (7-36)NH 2 precipitated from the solution when the zinc-containing 
HEPES solution was added. The 280 nm absorbance value of 1 .932 indicates the GLP-1 (7-36)NH 2 concentration of 
the redissolved precipitate is 0.933 mg/ml, or 283 uM The zinc concentration of this same solution, 13.3 parts per 
40 million, is equivalent to a zinc concentration of 203 jiM. Therefore, the molar ratio of zinc to GLP-1 (7-36)NH 2 in the 
precipitate was 0.71 7 to 1 . 

Claims 

45 

1 . A polypeptide of the formula: 

Rl-X-Glu-Gly-Thr-Phe-Thr-Ser-Asp-Val-Ser-Ser-Tyr-Leu-Y- 
50 Gly-Gln-Ala-Ala-Lys-2-Phe-Ile-Ala-Trp-Leu-Val-Lys-Gly- 
Arg-R2 

55 wherein: 

R 1 is selected from L-histidine, D-histidine, desamino-histidine, 2-amino-histidine, P-hydroxy-histidine, homo- 
histidine, alpha-fluoromethyl- histidine, and alpha-methyl-histidine; 
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X is selected from Val, He, and alpha-methyl-Ala; 

Y is selected from Glu, Gin, Ala, Thr, Ser, and Gly; 
5 z is selected from Glu, Gin, Ala, Thr, Ser, and Gly; 

R 2 is selected from NH 2 , and Gly-OH; 
providing that the polypeptide has an isoelectric point in the range from 6.0 to 9.0. 

10 

2. The polypeptide of claim 1 wherein is chosen from L-histidine and desamino-histidine. 

3. The polypeptide of claim 1 or claim 2 wherein X is Val. 

is 4. The polypeptide of any one of claims 1 to 3 wherein Y is chosen from Glu and Gin. 

5. The polypeptide of any one of claims 1 to 4 wherein Z is chosen from Glu and Gin. 

6. A polypeptide of the formula: 

20 

Rl-X-Glu-Gly-Thr-Phe«Thr-Ser-Asp-Val-Ser-Ser-Tyr-Leu-Y- 
Gly-Gln-Ala-Ala»Lys-Z-Phe«Ile-Ala-Trp-Leu-Val-Lys-Gly- 
25 Arg-R2 

wherein: 

30 R 1 is L-histidine; 

X is Val; 
Yis Glu; 
Z is Glu; and 
R 2 is Gly-OH. 

35 

7. A polypeptide of the formula: 

R^-X-Glu-Gly-Thr-Phe-Thr-Ser-Asp-Val-Ser-Ser-Tyr-Leu-Y- 
40 Gly~Gln-Ala-Ala-Lys-Z-Phe-Ile-Ala-Trp-Iieu-Val~Iiys-Gly- 
Arg-R2 

wherein: 

45 

R 1 is L-histidine; 
X is Val; 

Y is Gin; 

Z is Glu; and 
so R 2 is Gly-OH. 

8. A GLP-1 molecule complex consisting of a divalent metal cation associated with and capable of co-precipitating 
with a polypeptide as claimed in any one of claims 1 to 7. 

55 9. The complex of claim 8 wherein said divalent metal cation is zinc. 

1 0. A pharmaceutical formulation which comprises as an active ingredient a complex, or a pharmaceutically acceptable 
salt thereof, as claimed in claim 8 or claim 9, associated with one or more pharmaceutically acceptable carriers, 
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diluents, or excipients therefor. 

1 1. An effective amount of a GLP-1 molecule complex, or a pharmaceutical salt thereof, as claimed in claim 8 or claim 
9 for use in the treatment of maturity onset diabetes mellitus. 

5 

12. The use of an effective amount of a GLP-1 molecule complex, or a pharmaceutical salt thereof, as claimed in claim 
8 or claim 9 in the manufacture of a medicament for treating maturity onset diabetes mellitus in a mammal. 

13. The use of an effective amount of a GLP-1 molecule complex, or a pharmaceutical salt thereof, as claimed in claim 
10 8 or claim 9 in the manufacture of a pharmaceutical composition targeted to a mammalian pancreatic p-type islet 

cell for enhancing the expression of insulin. 

14. A process for preparing a GLP-1 molecule complex as claimed in claim 8 or claim 9 which comprises mixing said 
GLP-1 polypetide with a divalent metal cation. 

15 

15. A pharmaceutical formulation which comprises as an active ingredient a polypeptide, or a pharmaceutical^ ac- 
ceptable salt thereof, as claimed in any one of claims 1 to 7 associated with one or more pharmaceutical ly accept- 
able carriers, diluents, or excipients therefor. 

20 

Patentanspruche 

1 . Polypeptid der Fonnel 

R^X-Glu^ty-Thr-Phe-Thr-Ser-Asp-V^Ser^ 
Lys-Gly-Arg-R 2 

worin 

30 R 1 aus L-Histidin, D-Histidin, Desaminohistidin, 2-Aminohistidin, p-Hydroxyhistidin, Homohistidin, a-Fluormethyl- 

histidin und a-Methylhistidin ausgewahlt ist, 

X aus Val, lie und a-Methyl-Ala ausgewahlt ist, 

Y aus Glu, Gin, Ala, Thr, Ser und Gly ausgewahlt ist, 

Z aus Glu, Gin, Ala, Thr, Ser und Gly ausgewahlt ist, 
35 R 2 aus NH 2 und Gly-OH ausgewahlt ist, 

mit der MaBgabe, dass das Polypeptid einen isoelektrischen Punkt im Bereich von 6,0 bis 9,0 aufweist. 

2. Polypeptid nach Anspruch 1 , worin R 1 ausgewahlt ist aus L-Histidin und Desaminolvstidin. 
40 3. Polypeptid nach Anspruch 1 oder Anspruch 2, worin X fur Val steht. 

4. Polypeptid nach einem der Anspruche 1 bis 3, worin Y aus Glu und Gin ausgewahlt ist. 

5. Polypeptid nach einem der Anspruche 1 bis 4, worin Z aus Glu und Gin ausgewahlt ist. 

45 

6. Polypeptid der Formel 

Ri-X-Glu-Gly-Thr-Phe-Thr-Ser-Asp-Val-Ser-Ser-^ 
50 Lys-Gly-Arg-R 2 

worin 

fur L-Histidin steht, 
X fur Val steht, 
55 Y fur Glu steht, 

Z fur Glu steht, und 
R 2 fur Gly-OH steht. 
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7. Polypeptid der Formel 

Ri-X-GJu^Jy-Thr-Phe-T^-Ser-Asp-VaJ-S^ 
5 Lys-GJy-Arg-R 2 

worin 

fur L-Histidin steht, 
X fur Val steht, 
w Y fur Gin steht, 

Z fur Glu steht, und 
R 2 fur Gly-OH steht. 

8. GLP-1 Molekulkomplex, der aus einem divalenten Metallkation besteht, das hiermit assoziiert ist und zur Co- 
ts Fallung mit einem Polypeptid nach einem der Anspruche 1 bis 7 fahig ist. 

9. Komplex nach Anspruch 8, worin das divalente Metallkation Zink ist. 

10. Pharmazeutische Formulierung, die als Wirkstoff einen Komplex oder ein pharmazeutisch annehmbares Salz hier- 
20 von nach Anspruch 8 Oder Anspruch 9 zusammen mit einem oder mehreren pharmazeutisch annehmbaren Tra- 

gem, Verdunnungsmitteln oder Hilfsstoffen hierfur enthalt. 

11. Wirksame Menge eines GLP-1 Molekulkomplexes oder eines pharmazeutisch annehmbaren Salzes hiervon nach 
Anspruch 8 oder Anspruch 9 zur Verwendung bei der Behandlung von altersbedingtem Diabetes mellitus. 

25 

12. Verwendung einer wirksamen Menge eines GLP-1 Molekulkomplexes oder eines pharmazeutisch annehmbaren 
Salzes hiervon nach Anspruch 8 oder Anspruch 9 zur Herstellung eines Arzneimittels zur Behandlung von alters- 
bedingtem Diabetes mellitus bei einem Sauger. 

30 13. Verwendung einer wirksamen Menge eines GLP-1 Molekulkomplexes oder eines pharmazeutisch annehmbaren 
Salzes hiervon nach Anspruch 8 oder Anspruch 9 zur Herstellung einer pharmazeutischen Zusammensetzung, 
die sich gegen p-Typ-lnselzellen des Saugerpankreas zur Erhohung der Insulin expression richtet. 

14. Verfahren zur Herstellung eines GLP-1 Molekulkomplexes nach Anspruch 8 oder Anspruch 9, das das Mischen 
35 des GLP-1 Polypeptids mit einem divalenten Metallkation umfasst. 

15. Pharmazeutische Formulierung, die als Wirkstoff ein Polypeptid oder ein pharmazeutisch annehmbares Salz hier- 
von nach einem der Anspruche 1 bis 7 zusammen mit einem oder mehreren pharmazeutisch annehmbaren Tra- 
gern, Verdunnungsmitteln oder Hilfsstoffen hierfur umfasst. 

40 

Revendications 

1 . Polypeptide r6pondant a la formule: 

45 

Rl-X-Glu-Gly-Thr-Pho-Thr-Ser-Asp-Val-Ser-Ser-Tyr-Leo-r- 
Gly-Gln-Ala-Ala-Lys-Z-Phe-Ile-Ala-Trp-Leu-Val'Lys^Gly- 
50 Arg-R2 

dans taquelle : 

55 R 1 est s§1ectionn6 parmi L-histidine, D-histidine, dSsamino-histidine, 2-amino-histidine, p-hydroxy-histidine, 

homohistidine, alpha-fluoromethyl-histidine et alpha-m&hyl-histidine ; 
X est sSlectionne parmi Val, lie, et alpha-m6thyl-Ala ; 
Y est s6lectionn6 parmi Glu, Gin, Ala, Thr, Ser et Gly ; 
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Z est s£lectionne* parmi Glu, Gin, Ala, Thr, Ser et Gly ; 
R 2 est s£lectionne" parmi NH 2 et Gly-OH ; 

pour autant que le polypeptide ait un point isoeMectrique compris dans une fourchette de 6,0 a 9,0. 

2. Polypeptide selon la revendication 1 dans lequel est choisi parmi L-histidine et d§samino-histidine. 

3. Polypeptide selon la revendication 1 ou la revendication 2 dans lequel X est Val. 

4. Polypeptide selon Tune quelconque des revendications 1 a 3 dans lequel Y est choisi parmi Glu et Gin. 

5. Polypeptide selon Tune quelconque des revendications 1 a 4 dans lequel Z est choisi parmi Glu et Gin. 

6. Polypeptide r£pondant a la formule : 

Rl-X-Glu-Gly-Thr-Phe-Tlir^Ser-A6p-Val--Ser-Ser-Tyr-Leu--Y- 

Gly-Gln-Ala-Ala-Lys-2-Phe-Xle-Ala-Trp-Leu-VaX-I#ys-Gly- 

Arg-R2 

dans laquelle : 

est L-histidine ; 
X est Val; 

Y est Glu ; 

Z est Glu ; et 
R 2 est Gly-OH. 

7. Polypeptide repondant a la formule: 

RX-X-Glu-Cly-Thr-Phe-Thr-Ser-Asp-Val-Ser-Ser-Tyr-Leu-y- 

Gly-Gln-Ala-Ala-Iiys-2-Phe-Ile-Ala-Trp-I*eu-VaX-Lys-GXy- 

Arg-R2 

dans laquelle : 

R 1 est L-histidine ; 
X est Val; 

Y est Gin ; 

Z est Glu ; et 
R 2 est Gly-OH. 

8. Complexe moleculaire GLP-1 compose d'un cation metallique divalent associe avec et capable de co-precipiter 
avec un polypeptide tel que revendique" dans Tune quelconque des revendications 1 a 7. 

9. Complexe selon la revendication 8 dans lequel ledit cation metallique divalent est ie zinc. 

1 0. Formulation pharmaceutique qui comprend en tant que principe actif un complexe, ou un sel pharmaceutiquement 
acceptable de celui-ci, tel que revendique" dans la revendication 8 ou la revendication 9, associe avec un ou plu- 
sieurs supports, diluants ou excipients pharmaceutiquement acceptables de celui-ci. 

11. Quantity efficace du complexe moleculaire GLP-1 , ou d'un sel pharmaceutiquement acceptable de celui-ci, tel que 
revendique dans la revendication 8 ou la revendication 9, pour utilisation dans le traitement du diabete sucre de 
type II. 
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12. Utilisation d'une quantite efficace du compiexe moteculaire GLP-1 , ou d'un set pharmaceutiquement acceptable 
de celui-ci, tel que revendiqu£ dans la revendication 8 ou la revendication 9 f pour la fabrication d'un medicament 
destine k traiter le diab&e sucr§ de type II chez un mammifere. 

s 13. Utilisation d'une quantite efficace du compiexe molSculaire GLP-1 , ou d'un sel pharmaceutiquement acceptable 
de celui-ci, tel que revendiqu£ dans la revendication 8 ou la revendication 9, pour la fabrication d'une composition 
pharmaceutique ciblant une cellule P des Tlots de Langerhans du pancreas de mammifere en vue d'augmenter la 
s6cr6tion de I'insuline. 

10 14. Proc§d§ pour preparer un compiexe mol6culaire GLP-1 tel que revendiqu§ dans la revendication 8 ou la reven- 
dication 9, qui comprend le melange dudit polypeptide GLP-1 avec un cation m&allique divalent. 

15. Formulation pharmaceutique qui comprend en tant que principe actif un polypeptide, ou un sel pharmaceutique- 
ment acceptable de celui-ci, tel que revendiqu§ dans Tune quelconque des revendications 1 k 7 et assocte avec 
is un ou plusieurs supports, diluants ou excipients pharmaceutiquement acceptables de celui-ci. 
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